+ parental), a cell line with a down-regulated CREB expression by shRNA constructs (shCREB) and a vector control (NC) were loaded onto a SDS gel and were blotted on a nitrocellulose membrane. CREB expression and phosphorylation were detected with specific antibodies. An anti-β-actin mAb served as a loading control. (B) Cell lysates were also used for the quantification of CREB phosphorylation and activity in the cell lines in (A) by using a commercial assay kit. Columns represent mean values from two independent experiments with four reactions. For the statistical analysis the values were compared to the parental cell line (NIH3T3 or HER-2/neu + ). (C) The individual CREB protein amount in the cell cultures was measured by flow cytometry. CREB protein was detected with an Alexa-488 secondary antibody, which binds to the primary CREB antibody. The histograms represent 5,000 cells and the mean fluorescence intensity (red number) and the % of cells in region given. (A) Nuclear extracts of HER-2/neu + cells were incubated in EMSA buffer with a biotinylated CRE oligo (TGACGTCA). In controls, an unlabeled CRE oligonucleotide was added. 666-15 and surfen were added in 1 μM concentrations each. A specific CREB antibody leads to a supershift of the CREB-CRE complex. The blot shows the representative results from one out of two experiments. (B) A hairpin oligonucleotide containing the sequence for CRE or AP-1, respectively, was incubated with ethidium bromide and different concentrations of surfen. The AT-rich and GC-rich oligonucleotides were used as a control. The fluorescence was determined with an ELISA reader and the fluorescense of the DMSO control was normalized to 100%. Data represents the mean value and error of three independent experiments and the statistic is given to the untreated control. (C) Cell cycle analysis of HER-2/neu + cells treated with 666-15 or surfen was performed by measuring the DNA content of the cells with PI. 10,000 cells were analyzed per sample. 
